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(54)Title: METHOD OF SCREENING APOPTOSIS INDUCING SUBSTANCES 

(54)^^o^«^ TtK h — iy:^^mi^^^^«(0:^^ ^J—=^>^:b^ 

(57) Abstract 

A method of screening apoptosis inducing substances characterized by using cells where an integrin-associated protein (lAP) has been 
expressed; the above screening method wherein the celts used are myelocytic cells; and pharmaceutical compositions containing as the active 
ingredient the substances obtained by the above method. The invention makes it possible to differentiate, identif/ and screen readily and 
highly efficiently the substances, such as antibodies, that induce apoptosis in myelocytic cells by using cells wherein lAP has been expressed 
while utilizing specific binding reactions of the substances. The above-specified substances thus obtained can be used by virtue of their 
characteristics as the active ingredient of pharmaceutical compositions such as anticancer agents and remedies for myelocytic leukemia 
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P3(P3X63Ag 8. 6 5 3 ) CJ. Immunol.. 12 
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Pics in Micro-biology and Immu 
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J. Immunol., 6, 511-519 (1976)). MP 
C-11 (Cell. 8, 405-415 (1976)). Sp2 
/'0-Agl4 (Nature, 276, 269-270 (1 97 
8)).F0(J. Immunol. Meth. , 35, 1-21 
(1980)).S194(J. Exp.Med.. 148, 31 
3-323 (1978)). J; O'R210 (Nature, 27 

"^^ 131-133 (1979)) mi}^umizmm^n^o 
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(DmiXmm (1-1 0 II B) TcDlmmo split r a t i o 
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^l^T. Ztl<h<Dm^^l 0 %#^a&ft F B S -^-JOX-f^ I.MD M 5 
m I ^ Atltc 2 5 c V 7.-3 (Corning?±|g)(^T|t^ 

5Btt{C split ratio l/'32'ei^ft^ilb 

itefl^^^^Al-r^CtAsaitg-e^^ CJ. Cel 1. Physio 
1.. 148. 245(1991))o 
2 ) C F - 1 iftiB&CD^I^ 
10 |rrie©$D< UTiteliatfci:LT#Jj5:$nyiCF - l^Iia(Col^T{i 
. ^^a^;/^i:^fla{b^6tI^j*^fflC>TT ;L':^7 'j • X 7 r ^J' - -fcr\ m 

y ^ o - •:h;i.4o O';^- 'J ^' o - ■^^^t)L^*^ffl^.^T^e.S^mi^a«|<b^ 

15 ^^{C 0 ^ L/C :MacI(Sero Tec.tt 

i^) . 1^ V I I I M^tJLll (DakopattsttS). IS?=»^ 
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con Internat ional^lSli), 'BLt^\t =7 ^ v "7 7. 
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I I H^M^fSi^. M a c I *> i: 0'g:fete{i|^i*-e^ o /c*^ I M 
25 n 5 - > , I I I S9 3 5 - y > 4o a" 7 ^ o t> :7 5^ > ti 1^ 14 T 
h-^fzo C F - 1 SB flS ti . jft t!)^ {1 U h° -y K ^ ^ tr 1 0 " * m o 1 
/ \ O^N-r Kan7l/^y'>?^^tT®43i^©=3>-7>'UJi> h^llJi 

-l^fl&li. HijflalKrMBa. ^ a r - 4o J; D^lfil W |^ fit flS CD # 
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mummmm (Bumm,) t c f - i mm.t^mmm 

L/C V X J: 0 *i < . J^tim^mT ir ^ z t fj^ <h ^ it 
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U/c^. IMDM^lfe (Boehr i nge r-Mannhe im 

. ^ a: o - vialiat* S p 2 / 0 - A g 1 4 CNature. 276 
. 269-270 (1 978))^. 10%4^|l6mifil?t(FBS. 
= jftm,mitm) ^^^-r ^ \ MDM (Boehr i nger-Ma 

n n h e i mitm) mmizx mm Lx mtzm^^ . mmizm^ i m 

DMi^mxm^m. ^® 1 X 1 0 « ^t. fjienf Msa 2 x l O * <@ 

t ^M'L-^^ AtiU^ U U > r U ^ - ^1/ 4 0 0 0 (^# 

<t^ttm) izX-oX-^m (CI in. Exp. Immunol. . 
42, 458-462 (1 980)) izmi^mmm-^ ^ -tir/Co 
'(k\^^X^ » ^>n/c«|>^itofla$-, 2 0 % F B S O I M D M*Slfe 
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3) X^'J-->r 

y h'J- (F I ow Cyt ome t ry) ^ ^ fzmmWi^tZi*^ 

T-C2%FBS, 0. 0 29^NaN3^-^trPBS](CJE5SL7t 

FITC^iJii-^^'f^L^-yhlgG (FC)iJLi*:(Cheinicon 
:7a--9->i'hyhij-(Flow Cytometry) (FAC 

Scan, h > ' 7" y ^ y^m) izxmtffLtz^ 

(CorningttS!) iZJt if X 5 % C O 2 ^PX S 7 'CIZX 

^ ^ -i- Jim.i^G S P ST - I ^ BMAP-l-^#/Co 

G S P S T - 1 (C-Ql^T{i. m^tltzmM^y V X ^ >f5:-^^Jfe 
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S:*:^ PTitS) tzmfl^fHrnX Ltzo 10-140^. M^^tltz 

7k^mmL^ 3 3 96mmT i^x-mm lp b sTrnvf^tz 

o ttz^ BMAP - IJjLf^ColNTti. 1 OHFBS^^tjl s c 
ove modified MEMmUkiZX^ XAmmi^. mm± 

3 3 %«ffe®eT ATiMtif PBs-cmm^ik. 

Wi s tar Imami ch5^5>yh WiftBfla <t x • $ 

ia-^^Jja^Sp2/'0-Agl 4 ^^jteflS t LXi'lFn^tltzm 

let^^iW^HJf (C. BMAP-1 (^^^h vt?;?; >r u K 
. ^ItH^F E RM B P - 4 3 8 2 t LTgll^^lt 

5 ) ijLi^<D^M 

20 (D6L(*©SCStt 

( c F - 1 mmizM-r ^^mm 

±ifi© <t •9{wLT#'in/c^y::?o - f-;ugL(* G S P S T - 1 , 
BMAP-lcoCF-1 ^flSdS^-r -SStCttJCoi^T^JSm^^tir 
(Immunofluorescence analysis) (r 
25 J: <9^tt L/c^m^S 1 -0 3 IZTjk^o ZZX. Ml 

&TO=J>ho-;K 02 {i. GSPST-lirCF-litelBatcD 

'^tt> 03 li. BMAP - 1 <tcF - litesato^-^m. omm 
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-i. BMAP-i{±cF-i mm.izM Lxm^i^^^ VX ^ 0 . 

5 ^C. GSPST-K BMA P - 1 ©iE^CD#gS^I!a(C*fr -5 
SJSI±^:7n--tf^h^hi;-(Flow Cytometry) 
(FACScan, ^^h>-7^'y^>V>it$g) ^ l^M L tz 
^^^m 4 --m 6 iz^-to CCT. ®4{i. !n:i*:#^l?&T® n > h 
a-jl^ Mbit. GSPST-1 <i:#MiaBlia t 13 6 {i. 

BMAP- 1 i:#M^fl&i:0^^tt. CDfi?tfT*Sm ^^^o f^. H ^ 

6(C^t-ct-5(l. GSPST-1 {i. #«titefla«i:ii^ < 

15 (#Mttfijfil^itofla^ (NFS - 6 0) C^ft-'S.Si^^tt) 

GSPST - 1 is XJJBUAP - 1 ONFS - 6 0 mf^ ( P r 
oc. Natl. Acad, Sci. USA. 82. 6687-6 
6 9 1 ( I 9 8 5 ) :i (C^r ^SC&t*^ y a-^^ h ^ j^i;- (p 
low Cytometry) (FACScan, ^i:^h>.-r.y 
20 +>V>a:ig) ^Z^i)^t^Lfz^Wz^mi --m \ OtC^-To ZZT 

7li. fiLf^i^??lSTO=3>hn-;t.^ 08 {i, GSPST-1 
t N F S - 6 0 mm,t(D^^n.. 0 9 li. rfilScD^ h I g G 1 ( 
Zymedt±$^) '^fflC^/c=J>hn-;u, |gi oii, BMAP-1 

tNF s - 6 om^^t(Di^^n.o^m^f^§k^7r^-r. m^. mm 

07-111 0(i^-ri:-5C. GSPST - Mi. NFS-6 0ite 

Mt{tum^t■r^ BMAP-i{±, NFS - 6 0 m^t^^^r^ z 
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^X^mm-r^i'jfm CJ . Biol. Chem. , 268. 1 99 
31-19934 (1993)).fe6t%{iJifffi^7^^jfil^l^g^;^^ 

i^-t ^ z t ^^wr ^ii^mf}^m^^nxi^:s>^^ (p r o c. Na t 
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